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repulsion of cells, in others they promote adhesion and
attraction. Recent work has shown that some cells
switch between these distinct responses. This review
will focus on developmental roles of repulsion and at-
traction responses to Eph/ephrin activation and then
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Structure, Clustering, and Signal Transduction
Structure and Binding Specificities of EphEph receptor tyrosine kinases and ephrins have key
Receptors and Ephrinsroles in regulation of the migration and adhesion of
Eph receptors are transmembrane receptor tyrosine ki-cells required to form and stabilize patterns of cell
nases (RTKs) with a number of distinctive features com-organization during development. Activation of Eph
pared with other RTKs, including the extracellular regionreceptors or ephrins can lead either to cell repulsion
comprised of an N-terminal ephrin binding domain, aor to cell adhesion and invasion, and recent work has
cysteine-rich EGF-like domain, and two fibronectin typefound that cells can switch between these distinct re-
III motifs (Figure 1). In addition to a tyrosine kinase do-sponses. This review will discuss biochemical mecha-
main, the intracellular region includes a number of con-nisms and developmental roles of the diverse cell re-
served tyrosine residues and two protein-protein inter-sponses controlled by Eph receptors and ephrins.
action motifs: a SAM domain and a C-terminal sequence
that binds to PDZ domain proteins. There are two struc-
tural classes of ephrins that differ in the way that they areIntroduction
anchored in the plasma membrane (Figure 1). EphrinARegulation of the migration and adhesive interactions
proteins are anchored through attachment of a glycosyl-of cells is essential for the assembly and maintenance
phosphatidylinositol (GPI) group to their C-terminal re-of organized tissue patterns during animal development.
gion, while ephrinB proteins have a transmembrane andEph receptor tyrosine kinases and ephrins have emerged
cytoplasmic domain. The cytoplasmic region of B classas key players in these processes and have a number
ephrins has a highly conserved C-terminal sequenceof intriguing and distinctive properties that may underlie
that includes tyrosine residues and a PDZ domain inter-the mechanisms by which they control cell adhesion
action motif.and the assembly of the actin cytoskeleton. Eph recep-
Binding studies using soluble extracellular domainstors and ephrins are both membrane bound, and follow-
have found that there are two preferential binding speci-ing their interaction and clustering, each can transduce
ficity classes, in which EphA receptors bind to ephrinAssignals that regulate cell responses. Signaling through
and EphB receptors bind to ephrinBs (Gale et al., 1996b).Eph receptors and ephrins is thus cell contact depen-
Two exceptions have been found to these classes:dent and can potentially trigger a bidirectional response
EphA4, which binds to ephrinB2 and ephrinB3 as well asof interacting cells.
ephrinA ligands (Gale et al., 1996a, 1996b), and EphB2,Eph receptor and ephrin genes have been found in
which interacts with ephrinA5 in addition to ephrinB
all animal species examined. In invertebrates, there are
ligands (Himanen et al., 2004). The observations that
few family members—for example, one Eph receptor
some Eph receptors have a low affinity for ephrins (Gale
and four ephrins in C. elegans—and expression is con- et al., 1996b) and that C. elegans ephrin4 does not bind
fined to specific cell types (Bossing and Brand, 2002; to the single Eph receptor in this species (Chin-Sang et
Chin-Sang et al., 1999; Dearborn et al., 2002; George et al., 2002) suggest that there may be other ligands for
al., 1998; Miller et al., 2003; Scully et al., 1999; Wang et Eph receptors and ephrins.
al., 1999). There has been a major expansion of these Binding and Clustering of Eph Receptors
families to 14–16 Eph receptor and 8–9 ephrin genes in and Ephrins
different vertebrate species, and collectively the family Unlike other receptor tyrosine kinases, Eph receptors
members appear to be expressed in all tissues during can be activated by membrane bound ligands but not
development (Gale et al., 1996b; Murai and Pasquale, by soluble monomeric ligands (Davis et al., 1994). Since
2003). Interactions and activation of Eph receptors and the stoichiometry of Eph-ephrin binding is 1:1 (Lack-
ephrins can occur at the interface of complementary mann et al., 1997), the minimal active complex should
expression domains or within regions of coexpression be comprised of two receptors and two ligands to allow
or overlapping gradients. These different patterns of clustering of two receptors. The mechanism of cluster-
reciprocal or overlapping expression are related to the ing has been revealed by structural studies of isolated
multiple functions of Eph receptors and ephrins in tissue Eph receptors and ephrins and their complexes (Hima-
assembly and in controlling the movement of cells at nen and Nikolov, 2003). The extracellular domain of
boundaries or in gradients. Intriguingly, whereas in some ephrinB2 forms dimers (Toth et al., 2001), which bind
contexts Eph/ephrin interactions lead to deadhesion or two Eph receptors via a high-affinity heterodimerization
interface (Himanen et al., 2001). Heterodimers then inter-
act with each other via low-affinity heterotetramerization*Correspondence: dwilkin@nimr.mrc.ac.uk
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Thus far, Eph-ephrin binding has been studied using
molecules in solution, whereas by virtue of being mem-
brane bound these molecules normally interact at a two-
dimensional interface. This raises the question as to
whether there is a greater promiscuity of interactions
than measured with soluble reagent, since in two-
dimensional chemistry, the on-rate of binding is dramati-
cally increased if membrane binding enables some pre-
clustering (Dustin et al., 2001), for example in membrane
rafts or through interactions with PDZ domain proteins.
However, if this is the case, the distinct responses of
cells to activation by A versus B class ligands suggests
that there are differences in signal transduction down-
stream of interactions between classes compared to
within classes. Consistent with this, in contrast to the
tetrameric EphB2-ephrinB2 complex, EphB2 and ephrinA5
only form dimers as a consequence of structural differ-
ences of ephrinA5 from ephrinB2 in the region responsi-
ble for the assembly of dimers into the tetrameric com-
plex (Himanen et al., 2004).Figure 1. Structure and Cell Responses to Eph Receptors and
Intracellular Effectors of Eph ReceptorEphrins
and Ephrin SignalingThe diagram illustrates the general structural features of Eph recep-
Eph receptors and ephrins activate signal transductiontors and ephrins. Signaling downstream of ephrinB protein and Eph
receptors involves phosphorylation of tyrosine (Y) residues (more pathways via the binding of a variety of cytoplasmic
are present than indicated) that interact with adaptor proteins, and proteins that regulate adhesion and organization of the
interactions of their C terminus with PDZ domain proteins. Activation actin cytoskeleton. In one mechanism, clustering pro-
of Eph receptors or of B class ephrins can lead to cell repulsion or
motes the transphosphorylation of specific tyrosine resi-invasion, whereas activation of A class ephrins has only been found
dues by the kinase domain of Eph receptors and theto lead to invasion.
phosphorylation of clustered B class ephrins by Src
family kinases (Bruckner et al., 1997; Holland et al., 1996;interfaces and form ring-like structures in which one
Palmer et al., 2002). The phosphotyrosine motifs areephrin binds two receptors and vice versa (Himanen et
bound by SH2 domain adaptor proteins that initiate sig-al., 2001).
nal transduction pathways. A number of other proteinsA number of studies suggest that the degree of further
bind to Eph receptors and B class ephrins independentlyEph-ephrin clustering is important for the nature of the
of phosphorylation, including guanine exchange factorscellular response (Huynh-Do et al., 1999; Stein et al.,
that regulate Rho family GTPases and PDZ domain pro-1998). Several protein-protein interaction domains of
teins that bind to a C-terminal PDZ interaction motif.Eph receptors and ephrins can potentially contribute to
The involvement of phosphorylation-independent path-oligomerization of Eph-ephrin tetramers: the juxtamem-
ways is suggested by the finding that Eph receptorsbrane part of the ephrinB cytoplasmic tail (Song et al.,
overexpressed in cell culture system are autophosphor-2002); interactions of Eph receptors and ephrinB pro-
ylated but do not elicit a biological response in the ab-teins with multivalent PDZ domain-containing proteins
sence of clustering induced by ligand binding (Lawren-(Bruckner et al., 1999; Lin et al., 1999); the cytoplasmic
son et al., 2002). The clustering of Eph receptors andSAM domain of Eph receptors (Thanos et al., 1999); and
ephrins and association with membrane rafts (Brucknerthe EGF-like domain of Eph receptors (Lackmann et al.,
et al., 1999; Gauthier and Robbins, 2003; Torres et al.,1998; Smith et al., 2004). In addition, clustering may be
1998) may trigger downstream pathways by enablingpromoted by the recruitment of B class ephrins to lipid
specific interactions between cytoplasmic proteins,raft microdomains following interaction with PDZ do-
thus assembling signal transduction complexes. Littlemain proteins (Bruckner et al., 1999; Torres et al., 1998).
is currently known regarding signal transduction by ASimilarly, clustering of A class ephrins may be promoted
class ephrins (Davy and Robbins, 2000), but this maydue to their GPI anchor that is sequestered to lipid rafts
also involve association with membrane rafts (Gauthier(Gauthier and Robbins, 2003).
and Robbins, 2003). In addition to controlling the activityElegant studies have recently demonstrated that bind-
of cytoplasmic modulators of the cytoskeleton and ad-ing of ephrinA5-coated beads triggers formation and
hesion, there is emerging evidence that Eph-ephrin acti-propagation of EphA3 clusters that dramatically exceed
vation can modulate gene expression, for example bythe area of direct contact with ligands (Wimmer-Klei-
crossactivation of other receptors (Takasu et al., 2002),kamp et al., 2004). Surprisingly, the recruited nonligand
via the JAK-STAT pathway (Lai et al., 2004), and poten-bound receptors are phosphorylated, suggesting that
tially by regulation of MAPK pathways.the amount of receptor activation could be independent
Other reviews have discussed in detail the multipleof the amount of ligand, whereas in vivo the amount of
biochemical pathways regulated by Eph receptors andephrin can regulate the type of response (for example,
ephrins (Cowan and Henkemeyer, 2002; Kullander andHansen et al., 2004). One possible explanation is that
Klein, 2002; Noren and Pasquale, 2004; Wilkinson, 2000).ligand-independent clustering of receptor leads to dis-
We will review the diverse control of cell migration andtinct downstream signaling compared with receptors
bound to ephrins. adhesion by Eph receptors and ephrins and later discuss
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signal transduction pathways that are differentially regu- with a cofactor required for endocytosis and collapse.
Alternatively, as shown for EphB4 (Marston et al., 2003),lated and may underlie distinct cellular responses.
low order clustering that normally occurs upon initial
interaction of membrane bound Eph receptor and ephrinBinding and Disengagement
may be essential to trigger cytoskeletal reorganizationThe regulation of repulsion by a membrane bound re-
required for endocytosis.ceptor-ligand system presents an apparent paradox:
These findings beg the question of whether endocyto-the extensive clustering and high-affinity binding of Eph
sis also has a role in the removal of EphA and ephrinAreceptors and ephrins from cell to cell can mediate adhe-
proteins from the cell surface, either as an intact mem-sion, so how can cells move apart following repulsion?
brane bound complex or following ephrinA cleavage. ItThis puzzle is resolved by the discovery of two mecha-
has not been reported whether EphA-ephrinA com-nisms that remove membrane bound Eph receptor-
plexes are internalized, but several studies have shownephrin complexes, thus enabling the disengagement of
that EphA activation leads to receptor endocytosis andcells during repulsion triggered by Eph receptor and/or
degradation that requires the Cbl ubiquitin ligase (Sharfeephrin activation.
et al., 2003; Walker-Daniels et al., 2002; Wang et al.,In one mechanism, interaction of EphA3 with ephrinA2
2002). Since Cbl bound to activated receptors can alsoleads to proteolytic cleavage in the juxtamembrane do-
act as an adaptor for signal tranducers (Marmor andmain of ephrinA2 by the ADAM-10 (kuzbanian) metallo-
Yarden, 2004), this mechanism could also act to assem-proteinase (Hattori et al., 2000). In the absence of EphA
ble a signaling complex concomitantly with the initiationreceptor, ADAM-10 binds to but does not cleave
of internalization and degradation. Furthermore, inhibi-ephrinA2, and since proteolysis can be triggered by sol-
tion of Rac1 blocks both ligand-induced endocytosisuble EphA-Fc protein, it is regulated by the binding
and growth cone collapse that occurs following EphArather than the activation of EphA receptor. Ephrin cleav-
receptor activation in retinal neurons (Jurney et al.,age occurs slowly and this may be important to allow
2002), similar to the situation for EphB4 activation (Mar-clustering and activation of EphA receptor by membrane
ston et al., 2003). Interestingly, Rac1 activity and recep-bound ephrin; consequently, cytoskeletal collapse is ini-
tor endocytosis are also required for growth collapse intiated in parallel with the cleavage of ephrin, ultimately
response to a soluble chemorepellent, Sema3A (Four-leading to the disengagement of cells.
nier et al., 2000; Jurney et al., 2002). The primary role ofIn a second mechanism, EphB-ephrinB interactions
the link between growth cone collapse and endocytosisat the cell surface can be terminated by endocytosis of
may be to ensure that the cell response is transient sincethe intact Eph-ephrin complex into the EphB- or the
it is coupled to the termination of receptor activation. InephrinB-expressing cell (Marston et al., 2003; Zimmer
case of Eph-ephrin interactions, endocytosis also en-et al., 2003). This endocytosis brings in membrane from
ables the disengagement of cells following cytoskele-the adjacent cell and presumably forms vesicles in which
tal collapse.the Eph-ephrin complex has a different orientation de-
pending upon the direction of endocytosis. Importantly,
it was found that EphB4 activation regulates an initial
Restriction of Cell Movementassembly of actin and lammelipodia formation in the
Repulsive GuidanceEphB4-expressing cell, and both cytoskeletal assembly
One major developmental role of Eph receptor andand endocytosis require Rac function (Marston et al.,
ephrin signaling is to mediate cell contact-dependent2003). This suggests a progression in which EphB4 acti-
repulsion that prevents migrating cells or neuronalvation first promotes cytoskeletal assembly required for
growth cones from crossing into ligand-expressing terri-EphB4-ephrinB2 endocytosis, and concurrent with en-
tory, thus confining them to an appropriate pathwaydocytosis there is a switch to a cytoskeletal collapse
(reviewed by Flanagan and Vanderhaeghen, 1998; Holderresponse and disengagement of cells. Since phosphory-
and Klein, 1999; Wilkinson, 2001). Such signaling canlated EphB4 is detected in intracellular vesicles, contin-
occur via EphA, EphB, or ephrinB activation, and exam-ued signaling of internalized receptor could contribute
ples include the restriction of neural crest cells and mo-to the switch in cell response. It is not known whether
tor axons from the caudal half of somites (Krull et al.,ephrinB activation is required for endocytosis into the
1997; Wang and Anderson, 1997), inhibition of axonsephrinB-expressing cell. However, since there is indirect
from crossing the midline in the vertebrate CNS (Kul-evidence that cytoskeletal assembly promotes ephrinB
lander et al., 2001; Williams et al., 2003; Yokoyama etendocytosis (Zimmer et al., 2003), this may reflect that
al., 2001), guidance of motor axons in the limbs (Eberhartin the cell culture systems used for these experiments,
et al., 2002; Helmbacher et al., 2000), and preventingephrinB activation does not lead to a cytoskeletal re-
axons from exiting the CNS in Drosophila (Bossing andsponse. Indeed, studies of retinal axons that are repelled
Brand, 2002). In all of these contexts, Eph receptors andby ephrinB activation provide evidence for a link be-
ephrins are acting in parallel with long-range cues thattween the cell response and endocytosis (Mann et al.,
mediate attraction or repulsion, and by virtue of being2003). Unclustered EphB2-Fc is endocytosed and trig-
membrane bound they have a specific role in mediatinggers growth cone collapse of ephrinB-expressing dorsal
directional repulsion at territorial borders. A related role,axons, and inhibition of endocytosis blocks collapse.
discussed below, is in topographic mapping in whichUnexpectedly, it was found that preclustered EphB2-Fc
complementary gradients of Eph receptor and ephrinis not endocytosed and does not trigger growth cone
expression can mediate graded repulsion within a ter-collapse. One potential explanation is that extensive
clustering of ephrinB proteins excludes an association ritory.
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Segregation across Interfaces ephrin gene commonly has effects only on a small sub-
set of its expression domain. However, there is increas-The inhibition of cell mixing between tissues or between
ing evidence for a role of Eph receptors and ephrins indistinct tissue domains is essential to maintain orga-
cell segregation in other tissues. A striking example isnized patterns. One important mechanism is the control
revealed by the effects of ephrinB1 gene inactivation,of cell affinities by homophilic cell adhesion molecules,
which leads to defective subdivision of condensationsin which cells maximize their contacts with other cells
of chondrocytes that form skeletal elements (Compagnithat have the same affinity properties (Steinberg, 1970;
et al., 2003; Davy et al., 2004). Since there is complemen-Steinberg and Takeichi, 1994). The roles of Eph recep-
tary expression of ephrinB1 in chondrocytes and EphBtors and ephrins in confining actively migrating cells to
receptors in surrounding tissue, this suggests a role ofappropriate pathways, together with the complementary
ephrinB1-EphB interactions in segregation of chondro-expression of Eph receptor and ephrins within many
cytes. Support for this comes from analysis of heterozy-tissues (Gale et al., 1996b), raise the possibility that they
gous mutant female embryos, in which (because ephrinB1could inhibit cell intermingling across the interfaces of
is on the X chromosome) mosaic loss of expressiontheir expression domains. In support of this, bidirec-
occurs due to X chromosome inactivation. It was foundtional activation of EphB2 and ephrinB1 across an inter-
that cells lacking ephrinB expression segregate intoface of adjacent cell populations mediates a bidirec-
patches in the developing limbs, such that abnormaltional inhibition of cell intermingling (Mellitzer et al.,
interfaces of ephrinB1 and EphB expression are formed.1999).
When these interfaces are present within condensingInitial evidence for a developmental role in the forma-
mesenchyme, they correlate with a splitting of the form-tion of sharp interfaces came from studies of two seg-
ing digit, indicative of a role of EphB-ephrinB interac-mented tissues—the vertebrate hindbrain and somites—
tions in cell segregation. Since other studies have re-that are stabilized by restricted cell intermingling across
vealed roles of ephrinA/EphA signaling in the inhibitioninterfaces. Complementary EphA4-ephrinB expression
of mixing of cells along the proximal-distal axis of theoccurs at segment interfaces in the hindbrain and so-
early limb bud, and later in cartilage patterning (Stadlermites, and expression of truncated EphA4 receptor (that
et al., 2001; Wada et al., 2003), it is likely that multiplecan block EphA4 and activate B class ephrins) in zebra-
Eph/ephrin interactions contribute to progressive mor-
fish embryos disrupts segmental organization in these
phogenesis of the limb skeleton.
tissues (Durbin et al., 1998; Xu et al., 1995). Furthermore,
A further role in cell segregation has been uncovered
mosaic ectopic expression of Eph receptor and ephrinB
in studies of the morphogenesis of sensory rays in
genes leads to cell sorting in the hindbrain, suggesting C. elegans. Each sensory ray is comprised of a row of
that each regulate cell-cell affinity (Xu et al., 1999). cells that have adherens junction contacts with each
Although these experiments support a role of Eph other but not with adjacent rays (Baird et al., 1991).
receptors and ephrins in the segmental restriction of Mutagenesis screens have identified mutants in which
cell intermingling, they have not revealed the nature of ectopic adhesive contacts form between rays (Chow
the cellular responses. For example, it is not known and Emmons, 1994), including vab-26, due to mutation
whether in an epithelial tissue, such as the neural tube, of ephrin4, one of the four ephrin genes of C. elegans
Eph-ephrin activation inhibits cell intermingling via re- (Chin-Sang et al., 2002). However, ephrin4 does not in-
pulsion and cytoskeletal collapse or acts by establishing teract with Vab-1, the single Eph receptor in C. elegans
cell-affinity differences. The larger spaces between cells (Chin-Sang et al., 2002). A potentially important clue
at hindbrain boundaries (Heyman et al., 1993) are sug- comes from the finding that the ephrin4 mutant does
gestive of decreased cell adhesion and/or a dynamic not have an additive phenotype when combined with
cycle of adhesion and repulsion across the interface. A mutation of the semaphorin-2A gene (vab-20) that regu-
further way in which Eph-ephrin interactions regulate lates sensory ray morphogenesis through activation of
cell behavior has been found in studies of vertebrate plexin receptor and through plexin-independent path-
mesoderm segmentation in which groups of mesenchy- ways (Ikegami et al., 2004). This finding suggests either
mal cells aggregate and form epithelial somites. In these that ephrin4 activates an unidentified receptor required
experiments, Eph-ephrin interfaces were generated by for plexin-independent signaling of Sema2A, or that
transplanting cells expressing full-length or truncated ephrin4 is itself a receptor for Sema2A.
EphA4 into a zebrafish mutant that has disrupted somite Graded Segregation
formation and expresses ephrinB2 but not EphA4 in A further way in which Eph/ephrin interactions can main-
presomitic mesoderm (Barrios et al., 2003). Activation of tain patterns of cell organization is revealed by a study
EphA4 induces mesenchymal cells to become epithelial of patterning of crypts of the small intestine (Batlle et
and polarized, with increased -catenin at the apical al., 2002). These crypts are comprised of a dynamic
cell membrane. However, the epithelialization and polar- population of epithelial cells in which there is continual
ization of ephrinB2-expressing cells appears not to re- renewal of differentiated cells. In the neonatal small in-
quire signal transduction via ephrinB2, but may involve testine, high levels of Wnt signaling promote the prolifer-
an unidentified receptor-ligand system that is depen- ation of undifferentiated cells in the base of the crypts,
dent upon EphA4 activation in the adjacent cells. and as cells differentiate they move away from the Wnt
Loss-of-function studies have not yet revealed a role source toward the villus. Wnt signaling upregulates
of Eph-ephrin interactions in hindbrain or somite seg- EphB2 and EphB3 expression in proliferative cells,
mentation, most likely due to overlapping gene func- whereas differentiated cells downregulate EphB recep-
tors and upregulate ephrinB1. Analysis of EphB2/EphB3tions, since inactivation of a single Eph receptor or
Review
469
mutant mice reveals that EphB function prevents inter-
mingling of proliferating cells into the zone of differenti-
ating cells. Thus, complementary EphB-ephrinB expres-
sion serves to maintain the segregation of precursor
cells and differentiating cells in distinct domains, and
the movement of cells involves the switching of EphB
to ephrinB expression. A more complex organization
occurs in the adult, in which proliferating cells are lo-
cated above the base of the crypts, and whereas most
differentiating cells move toward the villus, Paneth cells
move in the opposite direction into the base. There is
an overlapping complementary gradient of ephrinB1
(highest in differentiated cells in the villi) and EphB2
(highest in the most basal proliferating cells), while
EphB3 expression occurs at high levels specifically in
Paneth cells (Figure 2A). In EphB3 null mutants, Paneth
cells no longer move to the base of the crypts, and in
EphB2 mutants, intermingling occurs between prolifer-
ating cells and differentiating cells in the villus. These
findings suggest that the levels of EphB and ephrinB1
expression regulate the positioning and migration of
cells. As differentiating cells progressively downregulate
EphB2 and upregulate ephrinB1, they move down the
gradient of EphB2 and up the gradient of ephrinB1 ex-
pression, such that there is a unidirectional flow of mi-
gration. In contrast, the high-level expression of EphB3
by Paneth cells underlies their migration in the opposite
direction, away from higher levels of ephrinB1 expres-
sion. This model implies that graded ephrinB and/or
Eph receptor activation can underlie patterns of tissue Figure 2. Examples of Diverse Roles of Eph Receptors and Ephrins
organization and cell migration, in which cells position The figure illustrates the variety of ways in which Eph receptors
themselves according to the level of expression relative (blue) and ephrins (red) act at boundaries or in gradients to regulate
cell migration via repulsion and/or attraction responses.to their neighbors.
(A) In adult intestinal crypts, proliferating precursors express EphB2,
and during differentiation the cells that move to the villus progres-Invasion and Assembly
sively downregulate EphB2 and upregulate ephrinB1. The comple-Attractive Guidance
mentary gradients of EphB2 and ephrinB1 restrict mixing between
In contrast to the roles of Eph-ephrin interactions in precursors and their derivatives at the villi, and the progressive
mediating cell repulsion that prevents the invasion of switch in expression may underlie the directed migration of cells
cells, in other situations they can act as positive guid- (indicated by arrows). Paneth cell derivatives upregulate EphB3, and
consequently migrate in the opposite direction to the base of theance cues for migrating cells and neuronal growth
crypts, away from the domain of ephrinB1 expression.cones. Intriguingly, the same receptor can mediate dis-
(B) At early stages of trunk neural crest cell migration in chick em-tinct responses of different cells, or even of the same cell
bryos, EphB-expressing neurogenic crest cells are repelled from(see below), when they encounter ligand. For example,
dorsolateral mesenchyme that expresses ephrinB1. Consequently,
activation of EphA4 by ephrinA ligands underlies repul- migration is restricted to a ventral route. However, at later stages,
sive guidance of motor axons that navigate to the limbs neural crest cells specified as melanoblasts migrate on the dorsolat-
(Eberhart et al., 2002; Helmbacher et al., 2000) but is eral pathway due to an attractive response to ephrinB1. There is
thus a switching of cell responses to EphB activation.implicated in the positive guidance of motor axons that
(C) Low levels of ephrinA promote the migration of retinal axonproject to axial muscles via ephrinA5-expressing rostral
growth cones, whereas high levels of ephrinA inhibit migration.sclerotome: blocking of EphA4 or ectopic expression of
There is thus a switch in cell responses regulated by the level ofephrinA5 causes ectopic navigation of the latter axons
clustering or activation of EphA receptors. This suggests a model
into caudal sclerotome, and premature expression of for topographic mapping in which growth cone migration is initially
EphA4 leads to an abberant projection into ephrinA5- stimulated up the ephrinA gradient in the superior colliculus and
expressing dorsal root ganglia (Eberhart et al., 2004). arrests when attraction is counter-balanced by repulsion. Topo-
graphic mapping also involves axon branching and competition be-The basis for these distinct repulsion and attraction re-
tween axons for interactions with target tissue.sponses is not known, but correlates with detection
of activated EphA4 in the growth cone in the former
situation, while only in the axon shaft in the latter.
et al., 2001). In this topographic map, axons with highAttractive Gradients
levels of ephrinA5 expression project to territory thatIn vitro studies suggest that signal transduction via
has high levels of EphA6 expression, and axons withephrinA proteins leads to an increase in the adhesion
low-level ephrinA5 project to territory with low-levelor migration of cells (Davy and Robbins, 2000). A devel-
EphA6. Furthermore, in stripe assays, vomeronasal ax-opmental role for ephrinA activation by EphA proteins
ons prefer to grow on EphA plus laminin substrate ratherhas been uncovered in studies of the projection of vom-
eronasal axons to the accessory olfactory bulb (Knoll than on laminin alone. Thus, ephrinA activation has an
Developmental Cell
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attractive guidance function, and topographic mapping a wide variety of tumors (Berclaz et al., 1996, 2002; Easty
may be established by the stronger affinity of axons with et al., 1995; Hirai et al., 1987; Kiyokawa et al., 1994; Liu
higher levels of ephrinA5 for cells with high levels of et al., 2002; Miyazaki et al., 2003; Saito et al., 2004;
EphA7, compared with axons that have a lower level Wicks et al., 1992). In most of these cases, there is a
of ephrinA5. correlation between the degree of tumor malignancy
A role of ephrinA signal transduction in mapping has and the level of Eph expression. Moreover, high levels
also been uncovered in studies of olfactory neurons. of Eph expression correlate with a poor degree of tumor
In this map, olfactory receptors have a crucial role in differentiation and high degree of metastasis. For exam-
regulating the connection to precise targets in glomeru- ple, esophageal squamous cell carcinomas that exhibit
lae, and they do so in part by regulating the level of the highest degree of lymph node metastasis have the
ephrinA3 and ephrinA5 expression (Cutforth et al., 2003). highest levels of EphA2 expression (Miyazaki et al.,
Inactivation of the ephrinA3 and ephrinA5 genes shifts 2003). In human brain tumors, invading glioblastomas
the projection of axons expressing specific olfactory have higher EphB2 expression than do low-grade astro-
receptors to a more posterior target, whereas overex- cytomas (Nakada et al., 2004). Tumor progression may
pression of ephrinA5 causes an anterior shift. However, occur due to changes in adhesion to the extracellular
the mechanism by which the level of ephrinA expression matrix and alterations of the cytoskeleton, but a direct
regulates targeting is unclear, since EphA expression link has yet to be demonstrated in tumor models other
does not appear to be in a gradient along the anterior- than cell lines transfected with Eph receptors (Lawren-
posterior axis of the target tissue. son et al., 2002; Miao et al., 2000). A major question
Adhesive Assembly remains regarding the nature of the cell response
A number of studies have shown that Eph receptor acti- caused by Eph receptor overexpression. It can be envis-
vation can increase integrin-mediated adhesion of en- aged that Eph receptor activation might enable an inva-
dothelial cells in culture to extracellular matrix (Huynh- sion response to ephrins expressed in adjacent tissue,
Do et al., 1999; Stein et al., 1998), but a developmental or might lead to repulsion within the tumor tissue such
function has not yet been uncovered. One context in that cells emigrate. Based upon their roles in develop-
which such adhesion has an in vivo role is in platelet ment, it can be predicted that loss of Eph or ephrin
aggregation, in which activation of EphA4 or ephrinB1 expression could similarly lead to invasion of adjacent
synergizes with thrombin receptor activation to promote tissue.
integrin-mediated adhesion of platelets to fibrinogen
(Prevost et al., 2002, 2004). Roles of Switching between Attraction
A developmental role in promoting cell-to-cell adhe- and Repulsion
sion is suggested by studies showing that ephrinA5 con- The discussion above has focused on situations in which
tributes to the epithelial fusion of the lateral edges of Eph receptor-ephrin interactions regulate either a repul-
the neural plate in neural tube closure (Holmberg et al., sion or an attraction response. In vitro studies showing
2000). EphrinA5 is coexpressed in the lateral neural plate that Eph receptor activation can increase or decrease
with EphA7 and a splice variant encoding truncated
integrin-mediated adhesion suggest that cells might be
EphA7 lacking the cytoplasmic kinase domain. In vitro
able to switch between distinct responses (Huynh-Do
cell aggregation experiments show that truncated
et al., 1999). Recent work has uncovered in vivo contexts
EphA7 promotes cell-cell adhesion, and this could in-
in which Eph/ephrin regulation of both repulsion andvolve the suppression of EphA7 activation, activation of
attraction responses regulates cell migration and as-ephrinA5, and/or direct adhesion via EphA7-ephrinA5
sembly of organized tissue patterns.binding.
Neural Crest Cell MigrationRecent work has shown that EphB2 and ephrinB2
Recent studies have shown that switching of cell re-are required for the epithelial fusion that separates the
sponses to Eph receptor activation has an importanturethra endoderm into the urinary and alimentary tracts
role in establishing pathways of trunk neural crest cell(Dravis et al., 2004). The incomplete septation of the
migration in the chick embryo (Santiago and Erickson,urethra in EphB2 and ephrinB2 mutants leads to a hy-
2002). At early stages of neural crest production, thepospadia phenotype similar to a common human birth
cells have a neural fate and migrate ventrally throughdefect. EphB2 and ephrinB2 are coexpressed in cells
the rostral half of somites, whereas at later stages neuralthat meet at the fusion site, suggesting that these regu-
crest differentiates to form melanoblasts that migratelate an adhesive response. Importantly, the analysis of
along a dorsolateral route (Figure 2B). The restriction togene knockins in which the cytoplasmic domain of
a ventral route is in part regulated by EphB2/EphB3-EphB2 or ephrinB2 is removed reveals that signaling
mediated repulsion by ephrinB ligands expressed in thethrough both components is required for the septation.
caudal half of somites (Krull et al., 1997; Wang and An-This suggests a model in which the coactivation of
derson, 1997) and in dorsolateral mesenchyme (Santi-EphB2 and ephrinB2 within the same cells underlies an
ago and Erickson, 2002). Unexpectedly, it was foundadhesion response.
that dorsolateral expression of ephrinB ligands is notPotential Relevance to Cell Invasion in Cancer
downregulated at the time of melanoblast migration,Given their critical involvement in the control of cell
but rather now acts as a positive cue required for themigration, it is perhaps not surprising that Eph/ephrins
migration of these cells along the dorsolateral pathwayhave been implicated in cancer. Following identification
(Santiago and Erickson, 2002). This switch in cell re-of the first Eph receptor in an erythropoietin-producing
sponses was reflected by the effects of substrate boundhepatoma cell line (Hirai et al., 1987), numerous studies
have reported high levels of Eph receptor expression in ephrinB1 on explanted neural crest: early neural crest
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cells round up and there is a disruption of the actin only to an increase in cell migration and angiogenic
sprouting.cytosleketon, whereas late neural crest cells form mi-
Topographic Mappingcrospikes containing filamentous actin. It is currently
In topographic maps, axons from a field of neuronal cellnot known how the switch in cell responses to EphB
bodies establish connections with target tissue so asactivation is regulated.
to maintain nearest-neighbor relationships. Graded ex-Angiogenesis
pression of Eph receptors and ephrins has a key role inThe formation of blood vessels is an excellent example
topographic mapping (Dearborn et al., 2002; Drescherof tissue assembly that may involve both adhesive and
et al., 1997; Flanagan and Vanderhaeghen, 1998; O’Learyrepulsive responses to Eph/ephrin activation. A primitive
and Wilkinson, 1999) by mediating differential responsevascular network of endothelial cells forms during early
to gradients of activation. The best-studied topographicstages of embryogenesis that is then remodeled during
map is the projection of retinal ganglion cells to theangiogenesis by fusion and splitting of vessels and as-
midbrain (tectum in chick, superior colliculus [SC] insembly of new branches by sprouting. A number of Eph
mouse), in which there are orderly nearest-neighbor re-receptors and ephrins are expressed by endothelial cells
lationships along the anterior-posterior and dorsal-ven-(Adams et al., 1999; Daniel et al., 1996; Gerety et al.,
tral axes. Along the anterior-posterior axis, axons from1999), and a prominent role is played by EphB4 and
the posterior retina (that express high levels of EphAephrinB2, which are specifically expressed in veins and
receptors) project to the anterior SC (low levels ofarteries, respectively. In addition, EphB and ephrinB
ephrinA5 and ephrinA2), whereas axons from the ante-genes are expressed in mesenchymal tissues that endo-
rior retina (low levels of EphA receptors) project to thethelial cells interact with (Adams et al., 1999; Gale et al.,
posterior SC (high levels of ephrinA ligands). In mouse2001; Gerety et al., 1999). Gene targeting experiments
and chick, the map forms by an initial projection in whichreveal that EphB4 and ephrinB2 are each required for
many growth cones overshoot to a more posterior loca-angiogenic remodeling (Adams et al., 1999; Gerety et
tion in the SC, followed by selective branching at theal., 1999; Wang et al., 1998) and that this requires endo-
appropriate A-P location and pruning (Roskies andthelial expression of ephrinB2 (Gerety and Anderson,
O’Leary, 1994; Simon and O’Leary, 1990). However,2002). These findings are suggestive of a requirement
most studies have assayed effects of ephrins on growthfor activation of ephrinB2 and/or EphB4 by interactions
cone migration, and the correlation between mappingof veins and arteries to stimulate remodeling and assem-
and the differential responses to graded ephrins in thesebly of new vessels (Adams et al., 2001; Cowan et al.,
assays presumably reflects that some common mecha-2004). Another role of EphB4-ephrinB2 interactions may
nisms are used in branching and growth cone guidance.be to prevent fusion of veins and arteries, in particular
In vitro and in vivo assays show that high levels ofwhere they are in close proximity in dense capillary beds.
EphA receptor activation lead to growth cone repulsionRecent work has suggested that remodeling does not
and that axons with high levels of Eph receptor expres-require signal transduction via ephrinB2 (Cowan et al.,
sion are more sensitive to ephrin-mediated repulsion2004), and thus activation of EphB4 is sufficient to main-
than axons with low levels of EphA receptor expressiontain segregation and enable angiogenesis both in veins
(Drescher et al., 1997; Flanagan and Vanderhaeghen,and (presumably indirectly) in arteries. EphrinB expres-
1998; Wilkinson, 2001). In addition, an overlap of uniformsion in adjacent tissues can inhibit the formation of
EphA4 and graded ephrinA5 expression in retinal axonsblood vessels, thus localizing sprouting to specific
modulates responses to ephrinA ligands: ephrinA5 is atplaces such as between somites (Helbling et al., 2000).
higher levels in anterior retinal axons and acts to de-A crucial role of surrounding tissues in organization of
crease the repulsion of these axons by ephrinA-express-the cardiovascular system has been confirmed by gen-
ing tissue (Hornberger et al., 1999). These findings sup-erating mice that express ephrinB2 ubiquitously (Oike et
port a model in which growth cones navigate up the
al., 2002). These mice displayed an abnormal segmental
gradient of ephrinA until repulsion causes arrest, and
arrangement of intersomitic vessels, while such abnor-
this occurs at different anterior-posterior locations in
malities were not observed in mice in which ephrinB2 is the tectum/SC due to the graded sensitivity of retinal
overexpressed only in vascular endothelial cells. In vitro axons. However, in an ephrinA5/ephrinA2 double knock-
culture analysis demonstrated that EphB4/ephrinB2 sig- out that removes all ephrinA expression from the SC,
naling between endothelial cells and surrounding stro- retinal axons still all project to the SC but topographic
mal cells regulates the proliferation and mobility of endo- mapping is severely disrupted (Feldheim et al., 2000).
thelial cells (Zhang et al., 2001). Taken together with other experiments (Brown et al.,
The results of in vitro studies are consistent with di- 2000; Feldheim et al., 2004), these findings suggest a
verse adhesive and deadhesive responses of endothe- model in which retinal axons compete with each other
lial cells to Eph-ephrin activation. EphB4 activation can to form connections in the SC, and graded repulsion by
promote (Maekawa et al., 2003; Steinle et al., 2002) or ephrins acts to bias the competition; for example, axons
inhibit (Fuller et al., 2003; Hamada et al., 2003) endothe- with low levels of EphA receptor outcompete those with
lial cell migration and adhesion. Similarly, ephrinB2 acti- high levels of EphA in projecting to tissue with high
vation has been reported to promote (Fuller et al., 2003; levels of ephrin.
Hamada et al., 2003; Steinle et al., 2003) or inhibit (Zhang Theoretical considerations have led to the idea that
et al., 2001) assembly of endothelial cells. In contrast, a second graded signal may be required to explain why
EphB1 activation (Huynh-Do et al., 2002; Nagashima growth cones migrate up the gradient of repellant rather
et al., 2002; Vindis et al., 2003) and EphA2 activation than arresting at low levels of repellant; for example,
there could be a coincident gradient of an attractant or(Brantley-Sieders et al., 2004; Cheng et al., 2002) lead
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a counter-gradient of a distinct repellant. Recent work
has suggested that ephrinAs act as both attractants and
repellants, such that switching of cell responses to EphA
receptor activation contributes to topographic mapping
(Hansen et al., 2004). This was demonstrated in an assay
in which retinal axons are placed on membranes with
varying amounts of ephrinA ligands within a physiologi-
cal range. It was found that low amounts of ephrinA
increase the outgrowth of axons compared with growth
in the absence of ephrinA, but above a threshold level,
outgrowth is inhibited. This suggests a model in which
ephrinAs act as an attractive cue for growth cone migra-
tion up the ephrin gradient and that arrest of migration
occurs when a threshold level of ephrinA is encountered
that switches growth cones to a repulsion response
(Figure 2C). Topographic mapping occurs since the
switch in response occurs at lower ephrinA levels for
retinal axons that express higher levels of EphA receptor
(Hansen et al., 2004). Since in experimental manipula-
tions axons can shift their projection to a location with
a different ephrinA level, switching of responses to EphA
activation must act in concert with other mechanisms
such as axon competition. It will be important to investi-
gate whether threshold responses to ephrins underlies
the localized branching that underlies topographic
mapping.
A switch in cell response to threshold levels of Eph/
ephrin activation also appears to underlie topographic
mapping along the dorsal-ventral axis of the retinotectal
system. Along this axis, ventral axons (high levels of
EphB receptors) project to the dorsal tectum/SC (high
levels of ephrinB), and dorsal axons (high levels of
ephrinB) project to the ventral tectum/SC (high levels of
Figure 3. Potential Mechanisms Underlying Repulsion versus Inva-EphB). This relationship between the pattern of connec-
sion Responses to Eph Receptor Activation
tions and EphB/ephrinB expression is suggestive of an
Evidence has been obtained for a number of different mechanisms
attractive response to activation (Braisted et al., 1997). that underlie distinct cell responses, as described in the text. The
In support of an attractive role of the activation of same types of mechanisms may also modulate cell responses to
ephrinB by EphB protein, dorsal axons (high ephrinB) signaling via ephrin proteins.
were found to preferentially grow on EphB substrate,
and expression of dominant-negative ephrinB causes
axons to shift to a more dorsal projection (lower EphB) receptor or ephrin activation (Figure 3). We will first dis-
(Mann et al., 2002). Similarly, signaling through EphB cuss two major pathways that are differentially regulated
receptors is required for ventral axons (high EphB) to by Eph receptors and by ephrins: the activity of Rho
project to the dorsal tectum (high ephrinB), since in family GTPase family members and the activation or
EphB2/EphB3 gene knockouts or a knockin of kinase inhibition of MAP kinases. Different cell types could have
inactive EphB2, axons project to a more ventral location a distinct response because they express Eph receptors
(Hindges et al., 2002). In these latter experiments in or ephrins that activate some distinct pathways, and/or
the mouse, it was observed that the correct pattern of because they express different downstream signal
connections is established by the selective projection transduction components. However, cell type-specific
of side branches dorsally if the axon is too ventral, or differences do not explain how the same cells can re-
ventrally if the axon is located too dorsal, i.e., up or spond in different ways, and we will then review mecha-
down the ephrinB gradient, respectively. The finding that nisms that may underlie switching between distinct re-
high-level ectopic expression of ephrinB1 is repellant for sponses.
axonal branches suggests that ephrinB1 has a dual role Rho Family GTPases
in which it regulates attraction or repulsion responses The Rho family of small GTPases has a central role
that direct side branches up or down the ephrin gradient, in control of the dynamic reorganization of the actin
respectively, such that they terminate at the appropriate cytoskeleton required for cell migration and adhesion
dorsoventral location (McLaughlin et al., 2003). (Hall and Nobes, 2000). This family includes Cdc42
(which regulates filopodia dynamics), Rac (which medi-
ates lamellopodia formation), and Rho (which promotes
Potential Mechanisms of Diverse Responses stress fiber formation). The activity of Rho family
A number of mechanisms may contribute to the modula- GTPases is controlled by guanine nucleotide exchange
factors (GEFs) that promote the exchange of GDP totion of an attraction versus a repulsion response to Eph
Review
473
GTP (Malliri and Collard, 2003; Schmidt and Hall, 2002). A positive effect of EphA and EphB receptors on
The activation and/or direct binding of GEFs is one of the MAPK activity has been found in many cell types, includ-
major mechanisms by which Eph receptors and ephrins ing neuronal precursors (Aoki et al., 2004), breast cancer
regulate cell migration (Noren and Pasquale, 2004) and cells (Pratt and Kinch, 2002), HEK293 cells (Zisch et al.,
may underlie a key aspect of Eph-ephrin function: the 2000), endothelial cells (Vindis et al., 2003), and T cells
localized regulation of the actin cytoskeleton at sites of (Luo et al., 2002; Yu et al., 2003a, 2003b). Depending on
cell-cell contact (Marston et al., 2003) that enables the the cell type, Eph-mediated MAPK activation results in
attraction or repulsion response to be directional. A decrease of cell matrix adhesion (Pratt and Kinch, 2002;
number of GEFs have been found to bind Eph receptors Zisch et al., 2000), activation of chemotaxis (Vindis et
that activate different Rho family members, including al., 2003), and stimulation of cell proliferation (Yu et al.,
Rho (Ogita et al., 2003; Shamah et al., 2001), Rac1 2003a) or differentiation (Aoki et al., 2004). On the other
(Penzes et al., 2003; Tanaka et al., 2004), and Cdc42 hand, EphA and EphB receptors can negatively regulate
(Irie and Yamaguchi, 2002). In addition, the binding of Ras/MAPK activity, resulting in suppression of cell pro-
Eph receptors to adaptor proteins, including Nck, Ras- liferation (Miao et al., 2003), inhibition of cell matrix adhe-
GAP (Holland et al., 1997), Crk (Lawrenson et al., 2002; sion (Zou et al., 1999), and neurite retraction (Elowe et
Nagashima et al., 2002), and Dishevelled (Tanaka et al., al., 2001).
2003), leads to modulation of Rho family GTPase ac- The opposite effects of Eph activation on MAPK activ-
tivity. ity may be partially explained by the specificity of bind-
EphrinB signaling involves some pathways implicated ing to inhibitors and activators of the MAPK pathway.
in regulation of the activity of Rho GTPases by Eph In most cases, the activating effect of Eph receptors is
receptors, including GEFs (Tanaka et al., 2004), Dishev- mediated by direct or indirect recruitment of the Grb2-
elled (Tanaka et al., 2003), and the Nck-related adaptor Sos1 complex, which acts as a Ras-specific GEF (Pratt
protein Grb4 (Cowan and Henkemeyer, 2001; Su et al., and Kinch, 2002; Vindis et al., 2003). Activated EphB
2004). GEF activity may also be modulated by PI3-kinase receptors downregulate the Ras/MAPK pathway in neu-
signaling that is induced by Eph receptors as well as ronal and endothelial cells by direct recruitment of Ras-
by B class ephrins (Brantley-Sieders et al., 2004; Mae- GAP, a negative regulator of Ras (Elowe et al., 2001;
kawa et al., 2003; Schmidt and Hall, 2002; Steinle et Kim et al., 2002; Nagashima et al., 2002; Tong et al.,
al., 2003). 2003). EphB2 can also inhibit MAPK activity through
In most cases, Eph-ephrin activation concurrently af- direct interaction and phosphorylation of R-Ras, which
fects Rho, Rac, and Cdc42 and can shift the balance can then no longer bind and activate the MAPK activator
between their activated states. Eph-ephrin modulation Raf-1 (Zou et al., 1999).
of Rho family GTPases in neuronal cells regulates EphB1 activation does not inhibit MAPK, and this may
growth cone dynamics (Gallo and Letourneau, 2004), in be explained by its strong association with Grb2 and
which a shift of signaling toward RhoA results in growth inability to bind RasGAP (Miao et al., 2001). On the other
cone retraction (Gallo et al., 2002; Shamah et al., 2001; hand, activated EphB2 in most cases induces downreg-
Wahl et al., 2000), while prevalence of Rac1 and Cdc42 ulation of MAPK activity since it recruits RasGAP but
activity stimulates neurite extension (Tanaka et al., not Grb2 (Tong et al., 2003). These distinct pathways
2004). Similarly, in nonneuronal cells, increased Rac1 activated by different Eph receptor family members
activation downstream of Eph receptors promotes cell could underlie cell type-specific cellular responses.
spreading and migration (Brantley-Sieders et al., 2004; Regulated Cleavage and Endocytosis
Nagashima et al., 2002), and inhibition of Rac1 de- In view of the possibility that Eph receptor-ephrin com-
creases cell spreading (Batlle et al., 2002; Deroanne et plexes directly mediate adhesion, one mechanism to
al., 2003). maintain adhesive contacts could be through inhibition
Whereas some GEFs and adaptor proteins that regu-
of ephrinA cleavage. Interestingly, a splice variant of
late Rho family GTPases, such as Dishevelled and Nck,
ephrinA1 has been found to strongly inhibit the proteoly-
are widely expressed, others have restricted expression
sis of the cleavable form of ephrinA1 (Finne et al., 2004).that could underlie cell type differences in responses
Another potential way to maintain Eph-ephrin-mediated(Penzes et al., 2003; Shamah et al., 2001; Ogita et al.,
cell-cell contact could be an inhibition of endocytosis, as2003). Furthermore, the specificity of binding of some
illustrated by the adhesive effect of interactions betweenGEFs to EphA versus EphB receptors (Ogita et al., 2003;
truncated forms of EphB and ephrinB proteins that areShamah et al., 2001) could mediate the distinct re-
not endocytosed into the expressing cells (Zimmer et al.,sponses to different Eph receptors that can occur within
2003). It is not known whether Eph-ephrin endocytosis isthe same cells.
modulated, and it will be informative to analyze this inRas/MAPK Pathway
situations in which Eph receptor and/or ephrin activationThe mitogen-activated protein kinase (MAPK) pathway
leads to an increase in cell-cell adhesion. Two scenariosis commonly activated by receptor tyrosine kinases and
can be envisaged. One is that endocytosis is decreased,indeed is viewed as a hallmark of RTK signaling (Pouys-
thus maintaining Eph-ephrin complexes at the cell sur-segur and Lenormand, 2003). This pathway plays a cen-
face that contribute to cell adhesion. Another is thattral role in regulation of key developmental processes,
Eph-ephrin endocytosis occurs as a consequence ofsuch as proliferation, differentiation, and cell survival.
activation and that in the absence of cytoskeletal col-Unlike many other RTKs, Eph receptors can engage
lapse, there is maintenance of cell contact and a steadyboth positive and negative regulators of the MAPK path-
state of Eph-ephrin complex formation and internal-way. In addition, signal transduction via ephrinA proteins
leads to MAPK activation (Davy and Robbins, 2000). ization.
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Overlapping Expression low levels of coexpressed ephrin could promote adhe-
sion within a tissue domain but trigger repulsion in re-The coexpression of ephrinA5 and EphA receptors in
sponse to high levels of ephrin at interfaces. A key issueanterior retinal axons is one factor that contributes to
remains the biochemical mechanisms by which cellstheir decreased repulsion response to ephrinA ligands
respond in different ways to different levels of Eph-compared with posterior axons (Hornberger et al., 1999).
ephrin activation. One potential mechanism is bindingThere are several mechanisms that could underlie this
of signal transduction proteins that is dependent upondecreased repulsion. First, signal transduction through
the extent of clustering of Eph receptors or ephrinsephrinA protein could promote an attraction response
(Stein et al., 1998). It will be very interesting to ascertain(as found for vomeronasal axons; Knoll et al., 2001) that
whether Rho family kinase or MAPK activity is differen-counterbalances repulsion. Second, continual activa-
tially regulated by the degree of Eph-ephrin clustering.tion of EphA4 could have a desensitizing effect, for ex-
Antagonistic and Synergistic Cross Talkample by promoting EphA4 internalization such that less
The guidance of neuronal growth cones involves an inte-receptor is accessible at the cell surface for activation
grated response to multiple attraction and repulsion sig-by ephrinAs encountered in target tissue. Third, it has
nals (Gallo and Letourneau, 2004; Patel and Van Vactor,recently been shown that cis interactions between EphA
2002; Stein and Tessier-Lavigne, 2001; Tessier-Lavignereceptor and ephrinA ligands form nonactive complexes
and Goodman, 1996). This integration can be mediated(Yin et al., 2004). Since cis interactions are favored over
by direct interactions between receptors that enabletrans interactions, they effectively decrease the amount
modulation of each others’ activity and/or by antagonis-of EphA4 available for activation. However, the observa-
tic or synergistic convergence on downstream path-tion that EphA4 phosphorylation occurs at sites of over-
ways. These principles are likely to apply to cell re-lapping expression with ephrinA5 (Connor et al., 1998)
sponses to Eph receptor and ephrin activation.suggests that activation is not fully blocked. The inhibi-
The direct or indirect phosphorylation of other recep-tory effect of ephrinB1 on activation of coexpressed
tors by activated Eph receptors underlies a crossactiva-EphB3 receptors (Bohme et al., 1996) might be explained
tion of signal transduction pathways that may modulateby a similar cis interaction. Finally, coactivation of EphB2
or enable cell responses to other receptors (Trivier andand ephrinB2 within the same cells may lead to an inte-
Ganesan, 2002). An example is the phosphorylation ofgration of downstream signaling that regulates an adhe-
NMDA receptor by EphB2, which serves to increasesion response (Dravis et al., 2004), whereas each alone
the sensitivity of NMDA receptor to glutamate ligandwould trigger repulsion.
(Takasu et al., 2002). In addition, EphB6 receptor, whichClustering and Thresholds
lacks an active kinase domain, can be phosphorylatedSeveral lines of evidence, discussed above in other con-
by EphB1 (Freywald et al., 2002), and this highlights thetexts, suggest that the amount of Eph receptor or ephrin
possibility that other Eph receptor family members mayclustering is an important regulator of an attraction ver-
crossactivate each other.sus repulsion response. First, activation of Eph recep-
The binding and phosphorylation of ephrinB proteinstors by low-density clustered ephrin can promote integ-
by PDGF receptor (Bruckner et al., 1997) and FGF recep-rin-mediated adhesion, whereas high-density clustering
tor (Chong et al., 2000) is a striking example of a potentialleads to decreased attachment to substrate (Huynh-Do
developmental role of crosstalk. Activated FGF receptoret al., 1999). Furthermore, in many experimental con-
antagonizes deadhesion caused by ephrinB overex-texts, the forced high-level expression of Eph receptors
pression (Chong et al., 2000), and recent work has un-or ephrins in vivo invariably leads to repulsion and deadhe-
covered an antagonistic relationship in regulation of thesion. Second, upon interacting with ephrinB2-expressing
movement of cells into the eye field in Xenopus embryoscells, EphB4-expressing cells initially form lamellipodia
(Moore et al., 2004). EphrinB1 is expressed in the eyedue to increased actin polymerization, and this is fol-
field, and the results of loss- and gain-of-function experi-
lowed by endocytosis and cytoskeletal collapse (Mar-
ments show that ephrinB1 is both required and sufficient
ston et al., 2003). This observation can be explained by
for cells to move into the eye field. Conversely, cells
early stages of EphB4 clustering promoting cytoskeletal expressing activated FGFR are inhibited from contribut-
assembly, whereas further clustering promotes disas- ing to the eye field, but coexpression of ephrinB1 can
sembly, perhaps in combination with internalized acti- override this inhibition. These findings suggest that
vated receptor. Finally, the most direct evidence for a ephrinB1 and FGFR have crossinhibitory effects on the
role of the level of activation or clustering comes from control of cell affinity required for cells to be located in
the finding that low amounts of ephrinA promote retinal the eye field. Crossinhibition can occur by antagonism
axon outgrowth, whereas above a threshold amount of a downstream signal transduction pathway, since an
of ephrinA protein, there is an inhibition of outgrowth ephrinB1 mutant that does not interact with FGFR can
(Hansen et al., 2004). rescue the effect of activated FGFR on cell movement.
A threshold mechanism could account for adhesive However, it seems likely that the direct interaction be-
responses in situations where Eph receptor or ephrin tween FGFR and ephrinB1 also contributes to the regu-
expression is below the level required for repulsion, or lation of ephrinB1 activity.
endogenous expression of truncated receptor (Holm- The ERK/MAPK pathway could be one convergence
berg et al., 2000) decreases the level of downstream point of antagonism, since this pathway is activated by
signaling. As well as acting in gradients, it can be envis- many classes of receptor tyrosine kinases, including
aged that threshold-dependent switches could underlie FGF receptors, and is inhibited by EphA receptors,
cell behavior within and between tissue domains, for EphB2, EphB4, and ephrinB1 (Elowe et al., 2001; Kim
et al., 2002; Miao et al., 2001). Furthermore, inhibitionexample in the vasculature. Eph receptor activation by
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of the MAPK pathway by EphB2 has been shown to be to elucidate whether these diverse effects are specific
required for cytoskeletal collapse of neuronal growth to different Eph receptors or ephrins or are dependent
cones in response to EphB2 activation (Elowe et al., upon other factors. The observation that L1 is phosphor-
2001). Similarly, inhibition of MAPK by EphB2 and EphB4 ylated by EphB2 (Zisch et al., 1997) is suggestive of
activation may antagonize the stimulation of cell migra- crossmodulation in both directions, but the functional
tion and proliferation of endothelial cells by VEGF and significance of this is currently unknown.
angiopoietin (Kim et al., 2002). The inhibition of MAPK
by Eph receptors can serve developmental functions in Concluding Perspectives
addition to control of cell migration. In C. elegans, mei- A number of general themes are emerging from studies
otic arrest in oocytes is relieved by the binding of MSP of the developmental roles of Eph receptors and ephrins.
(major sperm protein), thus ensuring that oocyte matura- These molecules regulate repulsion or attraction at
tion only occurs when sperm are available to fertilize boundaries or in gradients to restrict or guide cell move-
them. Remarkably, it was found that Vab-1, the C. ele- ment, and in some situations, switching between these
gans Eph receptor, is responsible for mediating meiotic distinct responses has a key role in the spatial control
arrest by inhibiting the MAPK pathway and that MSP of cell migration. It will be important to study whether
binds to and blocks Vab-1 activation (Miller et al., 2003). Eph receptors and ephrins could regulate the dynamic
The antagonism of several other receptors does not adhesion and deadhesion of cells required for cell move-
involve the MAPK pathway but rather a number of dis- ment. A key issue is to elucidate the biochemical basis
tinct mechanisms. The induction of branching morpho- of how thresholds of clustering, crosstalk between re-
genesis in MDCK cells by hepatocyte growth factor is ceptors, and other mechanisms regulate repulsion ver-
antagonized by EphA receptor activation via the inhibi- sus adhesion responses.
tion of Rac and PAK activation (Miao et al., 2003). An- A crucial issue for understanding how Eph receptors
other example is the ephrinB1-mediated inhibition of the and ephrins regulate cell movement and tissue organiza-
chemotactic response of cerebellar granule cells to the tion is their relationship with homophilic cell adhesion
chemokine SDF-1 (Lu et al., 2001). This antagonism is molecules. Eph receptors, ephrins, and cell adhesion
mediated by PDZ-RGS3 that binds to the PDZ interac- molecules may act in parallel and have crossregulatory
tion domain of ephrinB1 and acts to inhibit G protein- interactions that regulate differences in cell affinity.
mediated signaling downstream of the SDF-1 receptor. These may therefore cooperate to form and stabilize
In T cells, SDF-1-stimulated chemotaxis is antagonized patterns of cell organization via the competition of cells
by EphA receptor activation via the inhibition of Cdc42 to maximize contacts with cells with the same affinity,
and activation of Rho (Sharfe et al., 2002). Finally, EphB as proposed for homophilic adhesion (Steinberg, 1970).
receptor activation in T cells appears to have diverse The roles of Eph receptors and ephrins in topographic
effects on signaling downstream of T cell receptor, in mapping, and the movement of differentiating gut epi-
which they can synergistically activate MAPK and in- thelial cells, provide striking examples in which competi-
crease cell proliferation (Luo et al., 2002; Yu et al., tion and matching of graded cell affinities may regulate
2003b), whereas EphB6 inhibits the activation of Rac
cell movement. It seems likely that this principle applies
and JNK (Freywald et al., 2003).
widely in tissue organization.
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